concentration of about 100 pg/ml. One milliliter of the emulsion was injected at multiple sites in the nape of the neck and hind legs of rabbits. The first booster dose of about 100 pg of the serum-free rat lavage was given 2 weeks after the primary immunization and this was followed by two booster doses at weekly intervals. The serum from immunized rabbits was absorbed with rat serum and rat liver homogenate by passing it through Sepharose 4B columns to which rat serum and liver homogenate had been linked. Liver homogenate was prepared by homogenizing rat livers in a Brinkman Polytron, followed by centrifugation at 19,500 x g for 30 mm. The supernatant was then collected.
The unbound rabbit serum was collected and the absorption repeated until, in agar gel immunodiffusion, no precipitin line was seen between the immune rabbit serum and rat serum. The gamma globulin fraction of the unbound rabbit immune serum was isolated by ammonium sulfate precipitation. The precipitate was dialyzed in phosphate buffered saline, pH 8.0, and stored at -70#{176}C until further use. This preparation will henceforth be referred to as anti-Clara cell antiserum.
Immunoelectrophoresis
and two.dimensional immunoelec-
trophoresis.
Conventional immunoelectrophoresis was conducted in 1% agar gels using barbital buffer, pH 8.6. For two-dimensional immunoelectrophoresis, the protein sample was applied near one corner, e.g., lower left, of the gel and electrophoresed (with the anode to the right). Most of the gel, except a strip beginning 2-3 mm above the point of application and running parallel to the lower edge, was removed and replaced with a gel containing anti-Clara cell antiserum. The gel was again subjected to electrophoresis at right angles to the original electrophoresis, i.e. , the anode was now at the top of the gel. 
Results

Immunod:ffusion and immunoelectrophoresis
The unabsorbed immune rabbit serum was reactive with serumfree rat lavage as well as rat serum. Following absorption with rat serum and rat liver, the rabbit anti-rat Clara cell antiserum gave one prominent and one weak precipitin line with whole rat lavage, serum-free rat lavage and was nonreactive with rat serum ( Figure  1 ). No precipitin lines were seen with tissue extracts of intestine, liver, and salivary glands.
By conventional immunoelectrophoresis, a single precipitin arc was seen with rat lavage in the region of proteins with alpha mobility on agarose gel electrophoresis ( Figure  2 ). By two-dimensional immunoelectrophoresis, two rockets were seen, indicating the presence of antibodies to at least two different proteins with different antigenic properties ( Figure  3) . ::. 1 ?:;.!::
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